Thus, for the primary antibody, a dilution of i:ioo was used for the PAP method and i:so was used for the ABC and SP methods. All steps in each procedure were performed at room temperature. Slides were washed three times in PBS after steps 1, 3, 4, and 5.
Step 2 was followed by shaking off excess 10% normal rabbit serum, and step 6 was followed by washing in tap water. The incubation time of step 6 was rigidly controlled at 5 mm for AEC and 3 mm for DAB. Because preliminary experiments demonstrated no difference in the staining pattern between AEC or DAB, DAB was used for all three immunohistochemical methods. Step 5. PAP Complex (Immunon)' '
Step 6 Table 3 ). The two cases that were negative by PAP were not in- Note the high background staining of connective tissue and blood vessels using avidin-peroxidase. Bar = 210 pm. 
Discussion
The present study indicates that in formalin-fixed paraffin-embedded tissues, immunopenoxidase histochemistry using penoxi-dase-conjugated streptavidin gives results that are superior to cithen the ABC or PAP method.
Several advantages ofthe SP method were noted. First, using antibody dilutions that provided optimal staining by each method, the staining intensity and percentage of stained cancer cells was greater with SP. Because of this increase in sensitivity, we were able to reduce the concentration of primary antibody several-fold and still obtain the staining intensity that was equivalent to the other two methods. Second, the SP method produced considerably less background staining than the ABC method. Third, by increasing the concentration ofprimary and seeondary antibody, the total procedure time using SP could be reduced to one third the duration of the ABC and PAP methods.
Finally, unlike the ABC reagent, which must be mixed fresh before each use, reconstituted and diluted SP working solution can be stored at 4#{176}C for 2-3 months.
The superiority of the SP method over ABC and PAP was also demonstrable by: (a) using another monoclonal antibody against a different tumor-associated antigen on the same colon cancer tis- (2), a trait that might predispose the latter molecule to interact with endogenous lectin-like substances in tissues. In addition, because the isoelectric point (p1) ofavidin is 10, whereas that ofstreptavidin is 5.5-6.5
(2), at the neutral pH ofthe staining solution streptavidin will be uncharged, whereas avidin will have a net positive charge and will be more likely to bind nonspecifically to charged macromolecules in the tissues. As shown in Figure   2 , a direct avidin-peroxidase conjugate, used in a similar concen- 
